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ABSTRACT Although Roche COBAS Ampliprep/COBAS TaqMan (CAP/CTM) systems
are widely used in sub-Saharan Africa for early infant diagnosis of HIV from dried
blood spots (DBS), viral load monitoring with this system is not practical due to non-
specific extraction of both cell-free and cell-associated viral nucleic acids. A simpli-
fied DBS extraction technique for cell-free virus elution using phosphate-buffered sa-
line (PBS) may provide an alternative analyte for lower-cost quantitative HIV virus
load (VL) testing to monitor antiretroviral therapy (ART). We evaluated the CAP/CTM
v2.0 assay in 272 paired plasma and DBS specimens using the cell-free virus elution
method and determined the level of agreement, sensitivity, and specificity at thresh-
olds of target not detected (TND), target below the limit of quantification (BLQ)
(20 copies/ml in plasma or 400 copies/ml in DBS), and VL of 1,000 copies/ml,
and VL of 5,000 copies/ml. Reported plasma VL ranged from TND, or 20, to
5,781,592 copies/ml, and DBS VL ranged from TND, or 400, to 467,600 copies/ml.
At 1000 copies/ml, agreement between DBS and plasma was 96.7% (kappa coeffi-
cient, 0.93; P  0.0001). The mean difference between DBS and plasma VL values
was 1.06 log10 copies/ml (95% confidence interval [CI], 1.17, 0.97; P  0.0001).
At a treatment failure threshold of 1,000 copies/ml, the sensitivities, specificities,
positive predictive values (PPV), and negative predictive values (NPV) were 92.7%, 100%,
100%, and 94.3%, respectively. PBS elution of DBS offers a sensitive and specific method
for monitoring plasma viremia among adults and children on ART at the WHO-
recommended threshold of 1,000 copies/ml on the Roche CAP/CTM system.
KEYWORDS HIV, viral load quantification, dried blood spots (DBS), sub-Saharan
Africa, cell-free virus elution, viral load monitoring, DBS, dried blood spots
More than 15.8 million people infected with HIV are receiving antiretroviral therapy(ART), and the number of people accessing ART has increased by 84% since 2010
(1). A significant proportion of that growth has been through national treatment
programs in sub-Saharan Africa. This large-scale public health approach to HIV treat-
ment and care will need to provide lifelong therapy with appropriate clinical and
laboratory monitoring to ensure programmatic success (2). In 2013, the WHO intro-
duced routine viral load (VL) monitoring into guidelines for the management of
individuals living with HIV in resource- and capacity-limited settings (3). By 2015, only
a few countries in sub-Saharan Africa were providing universal access to routine viral
load monitoring (4). In Zimbabwe, in 2015, only 5% of the patients in the national ART
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program had received viral load testing (Ministry of Health and Child Welfare, Zimba-
bwe [MOHCWZ]).
HIV-1 viral load monitoring of patients on ART is more effective than immunologic
monitoring by CD4 T cell count, but has higher incremental cost-effectiveness ratios
(5, 6). The cost extends beyond the cost of reagents to include the cost of skilled human
resources, sample collection, transportation, processing, infrastructure support, and
equipment maintenance. Several diagnostic platforms and assays are available and
have been approved for viral quantification (see the WHO list of prequalified in vitro
diagnostic products, http://www.who.int/diagnostics_laboratory/evaluations/PQ_list/
en/). Most of these platforms require centralized laboratories with the appropriate
infrastructure and skilled personnel (7), and largely process plasma specimens. The
limited capacity to process plasma in remote sites and poor infrastructure for trans-
porting plasma specimens to centralized laboratories has limited the scale-up of
routine viral load monitoring with plasma specimens. Dried blood spots (DBS) provide
an important alternative to plasma. DBS specimens can be stored for long periods and
transported with minimal impact on stability and sample quality (8–10).
The use of DBS for routine viral load monitoring will simplify specimen collection
and processing while also leveraging existing equipment and networks for sample
transportation that have been established for early infant diagnosis (EID) services. DBS
specimens have been successfully utilized in sub-Saharan Africa for molecular-based
EID services, with diagnostic sensitivity of 100% and specificity of 99 to 100% (11–13).
Although DBS have worked well for DNA quantification in EID, there have been
inconsistent results in studies comparing DBS with plasma for quantification of HIV-1
viral RNA for use in routine clinical monitoring of patients on therapy (14).
Viral load values obtained from DBS samples are consistently lower than for plasma
(15–17). At low viral load thresholds that define virologic failure, data on performance
have conflicted. Low specificity, with an unacceptably high false-positive virologic
treatment failure rate from DBS specimens, has been described in several studies
(18–21), while other studies using the NucliSens and Abbott assays have shown both
high specificity and sensitivity values and are in use for DBS monitoring in some
settings (16, 17, 22, 23). The differences across studies may be explained by differences
in sample extraction techniques used by different testing platforms, resulting in
coextraction and coamplification of viral DNA (9). The COBAS Ampliprep/COBAS Taq-
Man v2.0 assay (CAP/CTM) (Roche Diagnostics Ltd., Rotkreuz, Switzerland) is a fully
automated assay in widespread use in sub-Saharan Africa for EID and virologic moni-
toring in plasma specimens. The assay is a nucleic acid amplification test for the
quantification of HIV-1 RNA in plasma over a range of 20 to 10,000,000 copies/ml. The
specimen preextraction (SPEX) reagent includes a chaotrope, guanidium hydrochloride,
to inactivate RNases and ensure stability of both viral RNA and total cell-associated viral
nucleic acids (12). The low specificity of the DBS assay is due to extraction elution and
purification of total nucleic acid. Viral RNA and cell-associated mRNA, integrated
provirus, and unintegrated circular episomal DNA account for higher copy numbers in
PCR assays from DBS or whole blood in samples with plasma RNA viral loads lower than
1,000 copies/ml (21, 22).
A novel, simple method for the elution of cell-free HIV virus particles from DBS
specimens using phosphate-buffered saline (PBS) has been recently developed (24). We
used this method for viral RNA extraction, lysis, and reverse transcription from the free
virus eluate (FVE) to quantify HIV viral load from dried blood spot, and compared this
to plasma samples on the CAP/CTM system. Thresholds for virologic failure, as defined
by the WHO, were used to determine the sensitivity and specificity of the assay in DBS
specimens (3).
RESULTS
Paired plasma and DBS sample analysis was done on 272 subjects. The reported
results for plasma viral load (VLp) included target not detected (TNDp), BLQp (20
copies/ml), and quantified values that ranged from 20 to 5,781,592 copies/ml. The
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reported results for DBS viral load (VLd) included: TNDd, BLQd (400 copies/ml), and
quantified values that ranged from 400 to 467,600 copies/ml. Specimens were defined
as TND/BLQ if the result was either TND or BLQ. Among the plasma specimens, 124
(45.6%) were TND/BLQ and 148 (54.4%) were detectable. Among the same specimens,
by DBS testing, 158 (58.1%) were TND/BLQ and 114 (41.9%) were quantifiable. Agree-
ment between TND/BLQ and the detectable classification of viral load results for plasma
and DBS was seen in 87.5% of the specimens, and the kappa coefficient was 0.75
(standard error [SE] 0.06, P  0.0001). A total of 34 specimens were incorrectly classified
as TND/BLQ by DBS; 20 (58.5%) of these were defined as TNDd and 14 (41.2%) as BLQd.
The WHO guidelines define treatment failure as a VL of 1000 copies/ml in plasma
and 3,000 to 5,000 copies/ml in DBS (3). In plasma, 123 specimens (45.2%) has a VL
greater than 1,000 copies/ml, and 117 (43.0%) had a VL greater than 5,000 copies/ml.
By DBS, 114 specimens (41.9%) had a VL greater than 1,000 copies/ml and 83 (30.5%)
had a VL greater than 5,000 copies/ml. Agreement between plasma and DBS for
defining specimens with VL lower or greater than 1,000 copies/ml was seen in 96.7%
of specimens and the kappa coefficient was 0.93 (SE, 0.06; P  0.0001). Agreement
between plasma and DBS for defining specimens with VL higher or lower than 5,000
copies/ml was 87.5% and the kappa coefficient was 0.74 (SE, 0.06; P  0.0001).
The risk of virologic failure (1,000 copies/ml) may be higher among patients with
plasma viral load values that are below the limit of quantification (BLQ) than among
those in whom the target is not detected (TND) (25, 26). Quantifiable viremia below the
WHO threshold of 1,000 copies/ml has been associated with increased risk of virologic
failure (25, 27–29). The U.S. treatment guidelines define virologic failure by a lower
threshold of detectable viral load greater than 200 copies/ml (29). Although the
quantitative threshold of plasma is 20 copies/ml, DBS samples are unable to quantify
viremia of less than 400 copies/ml. Misclassification of samples as TND and BLQ by DBS
occurred primarily from samples with very low viral copy numbers. Of 34 specimens
that were TND or BLQ by DBS, the median plasma VL for these specimens was 66
copies/ml (interquartile range [IQR], 38 to 146); 25 (73.5%) had plasma VL values
between 20 to 1,000 copies/ml, and 4 specimens had plasma VL values greater than 200
copies/ml (range, 317 to 939). However, 9 specimens (26.5%) had a plasma VL of
1,000 copies/ml and these were reported as TNDd (n  2) and BLQd (n  7). The two
samples that were TNDd by DBS had plasma VL of 1,707 and 34,160 copies/ml. The 7
specimens that were BLQd by DBS had a median VL value of 6,792 copies/ml (IQR, 1,336
to 21,551).
We evaluated the correlation between viral load values obtained by DBS and those
obtained by plasma (Fig. 1a). The correlation coefficient r2 was 0.782 (P  0.0001). The
mean viral load was 4.26 log10 copies/ml in DBS and 5.33 log10 copies/ml in plasma
specimens, with viral loads greater than 1,000 copies/ml (3 log10 copies/ml). The
difference between the means was 1.06 log10 copies/ml (95% CI, 1.17 to 0.97; P 
0.0001) (Fig. 1b). The 95% limits of agreement (LOA) were 0.08 (95% CI, 0.25 to 0.09)
log10 copies/ml and 2.16 (95% CI, 2.32 to 1.99) log10 copies/ml.
We evaluated the sensitivity of DBS to detect viremia at instrument detection
thresholds as well as at WHO-defined thresholds for treatment failure of 1,000 cop-
ies/ml (30) and the previously defined threshold of 5,000 copies/ml (3). Using a
threshold of instrument detection of viral particles, the sensitivity, specificity, positive
predictive value (PPV), and negative predictive value (NPV) were 77%, 100%, 100%, and
78.5% (Table 1). At a viral threshold of 1,000 copies/ml for virologic failure the
sensitivity, specificity, PPV, and NPV were 92.7%, 100%, 100%, and 94.3%, respectively
(Table 1). Using a treatment failure threshold of VL 5,000 copies/ml led to a decrease
in the sensitivity of the assay. The sensitivity, specificity, PPV, and NPV were 70.9%,
100%, 100%, and 82%, respectively (Table 1).
DISCUSSION
Extraction of viral nucleic acids from dried blood spots results in an analyte that
contains both cell-free and cell-associated viral DNA and RNA, providing erroneously
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high viral load values, particularly in samples with plasma values lower than 1,000
copies/ml (18–21). This has led to poor specificity for the detection of treatment failure
in DBS specimens using the Amplicor or CAP/CTM systems (18, 20, 21). The resulting
high false-positive rate at lower virus loads limits the use of this assay for routine viral
load monitoring by DBS. PBS extraction of DBS samples results in the selective elution
of cell-free virus (24), preventing overquantification of viral nucleic acids at low viral















TND/BLQa 77 (69.4–85.5) 100 (97.1–100) 100 (96.8–100) 78.5 (71.2–84.6) 23 0
1,000 copies/ml 92.7 (88.6–96.6) 100 (97.6–100) 100 (96.8–100) 94.3 (89.5–97.4) 7.30 0
5,000 copies/mlb 70.9 (61.8–79) 100 (97.6–100) 100 (95.7–100) 82 (75.8–87.2) 29.10 0
aTND, target not detected; BLQ, below the limit of quantification.
bSensitivities and specificities were calculated using both a plasma and DBS threshold of 5,000 copies/ml for the definition of treatment failure.
FIG 1 HIV viral load in DBS and plasma samples. (A) Correlation between paired VL measurements
obtained from plasma and DBS samples with VL 1000 copies/ml (n  114). Pearson coefficient of
determination: r2  0.782, P  0.0001. (B) Bland-Altman plot showing measurement agreement between
DBS and plasma. The mean difference was 1.06 (95% CI, 1.17 to 0.97) log10 copies/ml. The limits of
agreement (dotted lines) were 2.16 (95% CI, 2.32 to 1.99) and 0.08 (95% CI, 0.25 to 0.09) log10
copies/ml.
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copy numbers compared with those of plasma. We used PBS elution from DBS, and
show that this elution method significantly improved specificity at all thresholds
evaluated.
The benefits of DBS testing may be tempered by discordances with plasma results
across the higher RNA thresholds tested. At a threshold of 1,000 copies/ml, of the 9
discordant specimens, 2 were TND and 7 were BLQ by DBS, although higher than 1,000
copies/ml by plasma (reaching as high as a plasma VL of 34,160 copies/ml). This
underclassification of treatment failure may represent a potential technical failure of
the dried blood spotting and/or extraction processes. Continuation of a failing regimen
is associated with poor long-term clinical outcomes, including increased mortality, accu-
mulation of resistance mutations, and decreased likelihood of suppression on second
line therapy (31–34). Although PBS can serve as a lower cost, simpler analyte for the
extraction of viral load from DBS using the cell-free virus elution method (24), a
normalization factor to include intrinsic differences between DBS and plasma and
improvement in the extraction and amplification of viral RNA from DBS are warranted.
A limitation of our study is that it was done in a controlled environment with dried
blood spotting performed in the laboratory. Field testing with nurses or allied health
care workers creating the DBS from finger pricks could result in changes in test
sensitivity.
DBS viral load values were 1 log10 copies/ml lower than those obtained by plasma
despite, including a software integrated correction for sample volume (22) and addi-
tional correction for the plasma fraction of whole blood. The bias that we noted is
consistent with other studies showing that DBS viral loads are generally lower than
plasma values (19, 35). We noted a higher mean difference than has been described in
previous studies where the mean difference between DBS and plasma VL has ranged
from 0.77 to 0.65 log10 copies/ml (14). This may be due to more selective elution
of cell-free viral RNA only. A previous study of DBS for EID included a hematocrit
correction factor that reduced the difference between DBS and plasma VL from 0.43
to 0.127 log10 copies/ml (36). We did not correct for serum hemoglobin levels but
anticipate that the impact would be minimal, as a correction for the plasma fraction of
whole blood was included. The 1 log10 copies/ml difference between DBS and plasma
testing seen here is consistent with recommendations to provide a normalized DBS
virus load for routine clinical practice. In resource-limited settings, all VL results greater
than 1,000 copies/ml from either plasma or DBS should trigger intensification of
adherence interventions with repeat testing at intervals to determine the appropriate
management strategy.
Recent cost-effectiveness modeling analysis suggests that viral load testing using
DBS and a reduction in scheduled visits among those who are virologically suppressed
could be a more cost-effective strategy for monitoring patients on ART (37, 38).
However, the high false-positive rate with DBS-based testing (21) that had been
previously reported limited its use for routine viral load monitoring. Our data show that
elution with PBS reduces the false-positive rate for DBS compared with that for plasma
at a VL threshold lower than 1,000 copies/ml. These data have implications for national
programs that use the Roche CAP/CTM platform for EID and plasma viral load moni-
toring, as this suggests that these platforms can be used to scale up viral load
monitoring by DBS. However, improving the sensitivity of the assay by alterations in the
buffer or changes in the methodology to use more than one spot should be considered
and investigated further.
There was very good agreement, sensitivity, and specificity between DBS and
plasma evaluated at the 2013 WHO-recommended plasma threshold of 1,000 copies/
ml. DBS can be used for viral load monitoring; however, we would recommend a
threshold for virologic failure of 1,000 copies/ml and not the previously recom-
mended DBS threshold of 3,000 to 5,000 copies/ml (3). Collection of DBS for viral load
monitoring on the CAP/CTM platform is already in use for EID of HIV and could enable
national treatment programs to rapidly scale up access to HIV viral load testing in
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remote sites. Additional field-based testing would be necessary to ensure that the same
high sensitivities and specificities at a threshold of 1,000 copies/ml can be achieved.
MATERIALS AND METHODS
Sample processing. Consecutive specimens from pediatric and adult patients enrolled in research
protocols at the University of Zimbabwe Department of Medicine that involved viral load monitoring
were analyzed. Viral load assays were conducted at the University of Zimbabwe Department of Medicine
Infectious Disease Research Laboratory. The laboratory has an internal quality assurance protocol for viral
load testing, and participates in the Centers for Disease Control (Atlanta, GA) External Quality Assurance
program for HIV viral load quantification. Fresh blood was collected in EDTA tubes. Dried blood spots
(DBS) were prepared from whole blood prior to plasma separation. Fifty microliters (50 l) of whole blood
were spotted into three circles on DBS Whatman 903 card using calibrated pipettes and air-dried in
laminar flow overnight. Cards were stored in individual zip-lock bags at room temperature with desiccant
for up to 1 month prior to testing. EDTA plasma was obtained following centrifugation and stored at
80°C until processing.
Viral load was measured in plasma and DBS using the automated CAP/CTM assay according to the
manufacturers’ instructions. For plasma samples, 1.1 ml of plasma was transferred into the Cobas
Ampliprep specimen preparation tube and loaded onto the analyzer using the HICAP 96 protocol (Roche
Diagnostics Ltd., Rotkreuz, Switzerland). For the DBS one full circle was punched and placed into the
Cobas Ampliprep specimen preparation tube and 1 ml of magnesium- and calcium-free phosphate-
buffered saline (PBS: 1.54 mM NaCl, 5.6 mM Na2HPO4, 1.1 mM KH2PO4, pH 7.4; Corning Cellgro) extraction
buffer was added to the tube and incubated at room temperature for 1 h without shaking. Without
removal of the DBS paper, the tube was loaded onto the analyzer and processed using the H12DFSP96
protocol that was preinstalled by the instrument manufacturer (Roche Diagnostics Ltd., Rotkreuz,
Switzerland). The CAP/CTM software reported a lower limit of quantification of 400 copies/ml. A
correction factor of 2.8 was applied to account for the volume of whole blood applied to the DBS (50 l)
and an estimated plasma fraction of at least 50% (half of the whole blood).
Statistical methods. Data were analyzed descriptively and viral load values were log10-transformed
for analysis. The Pearson correlation coefficient was used to measure the correlation between values
obtained by DBS and those obtained by plasma.
The paired t test was used to compare mean values between DBS and plasma processing of
specimens. The concordance between DBS and plasma specimen results was assessed using Bland-
Altman analysis to calculate and plot the bias or mean difference and 95% limits of agreement, using
log10-transformed data. Specimen pairs in which the VL was lower than 1,000 copies/ml ( 3.0 log10) by
either method were excluded from the Bland-Altman analysis, as these included results that are not
quantified, such as “target not detected” (TND) and “below the limit of quantification” (BLQ).
Agreement of the results for detection of virologic failure using thresholds of TND/BLQ (reported as
either BLQ or TND), 1,000 copies/ml, and 5,000 copies/ml were determined using kappa statistics. We
applied the Landis-Koch interpretation scale (kappa values of 0.40 indicate poor agreement; 0.40 and
0.75, fair to good agreement and 0.75, excellent agreement).
Using the plasma viral load as a reference, the clinical sensitivities, specificities, and negative and
positive predictive values with 95% confidence intervals (CIs) were calculated to assess the performance
of CAP/CTM DBS for detecting diagnostic thresholds TND, BLQ, 1,000 copies/ml, and 5,000 copies/ml.
Clinical decision-making often does not distinguish between TND and BLQ; therefore, these two
categories were analyzed as a single group (TND/BLQ). Standard definitions of sensitivity and specificity
were used. The proportion of individuals with virologic failure at each threshold by plasma who were also
detected as having virologic failure by DBS was used to determine the sensitivity. The proportion of
individuals without virologic failure by plasma at each threshold who were correctly defined as not
having virologic failure by DBS was used to determine the sensitivity. The downward misclassification
documented the false-negative rate, and the upward misclassification the false-positive rate. All data
were analyzed using STATA statistical software (version 13). Differences were considered significant when
P values were less than 0.05.
Ethics statement. Written informed consent for viral load monitoring was obtained for all study
participants. For children aged 12 or younger, informed consent was obtained from the legal guardian;
for children aged 13 to 17, consent was obtained from the legal guardian and assent was also obtained
from the child; adults and adolescents older than 18 years gave informed consent. The study protocols
were reviewed and approved by the local institutional review board of the Joint Research and Ethics
Committee of the University of Zimbabwe College of Health Sciences and Parirenyatwa Hospital, the
Medical Research Council of Zimbabwe, and Partners HealthCare Human Research Committee.
ACKNOWLEDGMENTS
We thank and acknowledge Christina Mandisodza and Carola Bogezi for providing
technical assistance in the performance of the assays.
Clinical cohorts are funded by grants 5K08AI104348 and 1U01GH000737 from the
National Institute of Allergy and Infectious Diseases. HIV viral load test kits were
provided by Roche (Pleasanton, CA, USA). The funders played no role in study design,
data collection, data analysis, or the decision to publish the data.
PBS Extraction Using DBS Journal of Clinical Microbiology
July 2017 Volume 55 Issue 7 jcm.asm.org 2177
A.T.M., F.K.B., B.C., C.M., and C.E.N. do not have any competing interests to report.
D.K. has received grant funding from Roche.
A.T.M. conceived of the study, supervised the study, analyzed data, and wrote the
paper. F.K.B. and B.C. performed the experiment. D.K., C.M., and C.E.N. conceived of and
supervised the study. All authors discussed the results and commented on the manu-
script at all stages.
REFERENCES
1. UNAIDS. 2015. AIDS by the numbers 2015. UNAIDS, Geneva, Switzer-
land. http://www.unaids.org/sites/default/files/media_asset/AIDS_by
_the_numbers_2015_en.pdf.
2. UNAIDS. 2014. 90-90-90: an ambitious treatment target to help end the
AIDS epidemic. UNAIDS, Geneva, Switzerland. http://www.unaids.org/
sites/default/files/media_asset/90-90-90_en_0.pdf.
3. WHO. 2013. Consolidated guidelines on the use of antiretroviral drugs
for treating and preventing HIV infection: recommendations for a public
health approach. WHO, Geneva, Switzerland. http://www.who.int/hiv/
pub/arv/arv-2016/en/.
4. WHO. 2014. Technical and operational considerations for implementing
HIV viral load testing: access to HIV diagnostics. Interim technical up-
date. WHO, Geneva, Switzerland. http://www.who.int/hiv/pub/arv/viral
-load-testing-technical-update/en/.
5. Kimmel AD, Weinstein MC, Anglaret X, Goldie SJ, Losina E, Yazdanpanah
Y, Messou E, Cotich KL, Walensky RP, Freedberg KA, CEPAC-International
Investigators. 2010. Laboratory monitoring to guide switching antiret-
roviral therapy in resource-limited settings: clinical benefits and cost-
effectiveness. J Acquir Immune Defic Syndr 54:258 –268. https://doi.org/
10.1097/QAI.0b013e3181d0db97.
6. Keebler D, Revill P, Braithwaite S, Phillips A, Blaser N, Borquez A, Cam-
biano V, Ciaranello A, Estill J, Gray R, Hill A, Keiser O, Kessler J, Menzies
NA, Nucifora KA, Vizcaya LS, Walker S, Welte A, Easterbrook P, Doherty M,
Hirnschall G, Hallett TB. 2014. Cost-effectiveness of different strategies to
monitor adults on antiretroviral treatment: a combined analysis of three
mathematical models. Lancet Glob Health 2:e35– e43. https://doi.org/10
.1016/S2214-109X(13)70048-2.
7. Roberts T, Bygrave H, Fajardo E, Ford N. 2012. Challenges and opportu-
nities for the implementation of virological testing in resource-limited
settings. J Int AIDS Soc 15:17324. https://doi.org/10.7448/IAS.15.2.17324.
8. Brambilla D, Jennings C, Aldrovandi G, Bremer J, Comeau AM, Cassol SA,
Dickover R, Jackson JB, Pitt J, Sullivan JL, Butcher A, Grosso L, Reichelder-
fer P, Fiscus SA. 2003. Multicenter evaluation of use of dried blood and
plasma spot specimens in quantitative assays for human immunodefi-
ciency virus RNA: measurement, precision, and RNA stability. J Clin
Microbiol 41:1888 –1893. https://doi.org/10.1128/JCM.41.5.1888-1893
.2003.
9. Monleau M, Montavon C, Laurent C, Segondy M, Montes B, Delaporte E,
Boillot F, Peeters M. 2009. Evaluation of different RNA extraction meth-
ods and storage conditions of dried plasma or blood spots for human
immunodeficiency virus type 1 RNA quantification and PCR amplifica-
tion for drug resistance testing. J Clin Microbiol 47:1107–1118. https://
doi.org/10.1128/JCM.02255-08.
10. Mwaba P, Cassol S, Nunn A, Pilon R, Chintu C, Janes M, Zumla A. 2003.
Whole blood versus plasma spots for measurement of HIV-1 viral load in
HIV-infected African patients. Lancet 362:2067–2068. https://doi.org/10
.1016/S0140-6736(03)15103-3.
11. Sherman GG, Stevens G, Jones SA, Horsfield P, Stevens WS. 2005. Dried
blood spots improve access to HIV diagnosis and care for infants in
low-resource settings. J Acquir Immune Defic Syndr 38:615– 617. https://
doi.org/10.1097/01.qai.0000143604.71857.5d.
12. Stevens W, Erasmus L, Moloi M, Taleng T, Sarang S. 2008. Performance of
a novel human immunodeficiency virus (HIV) type 1 total nucleic acid-
based real-time PCR assay using whole blood and dried blood spots for
diagnosis of HIV in infants. J Clin Microbiol 46:3941–3945. https://doi
.org/10.1128/JCM.00754-08.
13. Anitha D, Jacob SM, Ganesan A, Sushi KM. 2011. Diagnosis of HIV-1
infection in infants using dried blood spots in Tamil Nadu, South India.
Indian J Sex Transm Dis 32:99 –102. https://doi.org/10.4103/0253-7184
.85413.
14. Sollis KA, Smit PW, Fiscus S, Ford N, Vitoria M, Essajee S, Barnett D, Cheng
B, Crowe SM, Denny T, Landay A, Stevens W, Habiyambere V, Perrins J,
Peeling RW. 2014. Systematic review of the use of dried blood spots for
monitoring HIV viral load and for early infant diagnosis. PLoS One
9:e86461. https://doi.org/10.1371/journal.pone.0086461.
15. Garrido C, Zahonero N, Corral A, Arredondo M, Soriano V, de Mendoza
C. 2009. Correlation between human immunodeficiency virus type 1
(HIV-1) RNA measurements obtained with dried blood spots and those
obtained with plasma by use of Nuclisens EasyQ HIV-1 and Abbott
RealTime HIV load tests. J Clin Microbiol 47:1031–1036. https://doi.org/
10.1128/JCM.02099-08.
16. Johannessen A, Garrido C, Zahonero N, Sandvik L, Naman E, Kivuyo SL,
Kasubi MJ, Gundersen SG, Bruun JN, de Mendoza C. 2009. Dried blood
spots perform well in viral load monitoring of patients who receive
antiretroviral treatment in rural Tanzania. Clin Infect Dis 49:976 –981.
https://doi.org/10.1086/605502.
17. Andreotti M, Pirillo M, Guidotti G, Ceffa S, Paturzo G, Germano P,
Luhanga R, Chimwaza D, Mancini MG, Marazzi MC, Vella S, Palombi L,
Giuliano M. 2010. Correlation between HIV-1 viral load quantification in
plasma, dried blood spots, and dried plasma spots using the Roche
COBAS Taqman assay. J Clin Virol 47:4 –7. https://doi.org/10.1016/j.jcv
.2009.11.006.
18. Waters L, Kambugu A, Tibenderana H, Meya D, John L, Mandalia S,
Nabankema M, Namugga I, Quinn TC, Gazzard B, Reynolds SJ, Nelson M.
2007. Evaluation of filter paper transfer of whole-blood and plasma
samples for quantifying HIV RNA in subjects on antiretroviral therapy in
Uganda. J Acquir Immune Defic Syndr 46:590 –593. https://doi.org/10
.1097/QAI.0b013e318159d7f4.
19. Mercier-Delarue S, Vray M, Plantier JC, Maillard T, Adjout Z, de Olivera F,
Schnepf N, Maylin S, Simon F, Delaugerre C. 2014. Higher specificity of
nucleic acid sequence-based amplification isothermal technology than
of real-time PCR for quantification of HIV-1 RNA on dried blood spots. J
Clin Microbiol 52:52–56. https://doi.org/10.1128/JCM.01848-13.
20. Ouma KN, Basavaraju SV, Okonji JA, Williamson J, Thomas TK, Mills LA,
Nkengasong JN, Zeh C. 2013. Evaluation of quantification of HIV-1 RNA
viral load in plasma and dried blood spots by use of the semiautomated
Cobas Amplicor assay and the fully automated Cobas Ampliprep/
TaqMan assay, version 2.0, in Kisumu, Kenya. J Clin Microbiol 51:
1208 –1218. https://doi.org/10.1128/JCM.03048-12.
21. Sawadogo S, Shiningavamwe A, Chang J, Maher AD, Zhang G, Yang C,
Gaeb E, Kaura H, Ellenberger D, Lowrance DW. 2014. Limited utility of
dried-blood- and plasma spot-based screening for antiretroviral treat-
ment failure with Cobas Ampliprep/TaqMan HIV-1 version 2.0. J Clin
Microbiol 52:3878 –3883. https://doi.org/10.1128/JCM.02063-14.
22. Marconi A, Balestrieri M, Comastri G, Pulvirenti FR, Gennari W, Taglia-
zucchi S, Pecorari M, Borghi V, Marri D, Zazzi M. 2009. Evaluation of the
Abbott Real-Time HIV-1 quantitative assay with dried blood spot spec-
imens. Clin Microbiol Infect 15:93–97. https://doi.org/10.1111/j.1469
-0691.2008.02116.x.
23. Parkin NT. 2014. Measurement of HIV-1 viral load for drug resistance
surveillance using dried blood spots: literature review and modeling of
contribution of DNA and RNA. AIDS Rev 16:160 –171.
24. Wu X, Crask M, Ramirez H, Landas T, Do TD, Honisch C, Will S, Baum PD.
2015. A simple method to elute cell-free HIV from dried blood spots
improves their usefulness for monitoring therapy. J Clin Virol 65:38 – 40.
https://doi.org/10.1016/j.jcv.2015.01.022.
25. Henrich TJ, Wood BR, Kuritzkes DR. 2012. Increased risk of virologic
rebound in patients on antiviral therapy with a detectable HIV load 48
copies/ml. PLoS One 7:e50065. https://doi.org/10.1371/journal.pone
.0050065.
26. Doyle T, Smith C, Vitiello P, Cambiano V, Johnson M, Owen A, Phillips AN,
Geretti AM. 2012. Plasma HIV-1 RNA detection below 50 copies/ml and
risk of virologic rebound in patients receiving highly active antiretroviral
therapy. Clin Infect Dis 54:724 –732. https://doi.org/10.1093/cid/cir936.
Makadzange et al. Journal of Clinical Microbiology
July 2017 Volume 55 Issue 7 jcm.asm.org 2178
27. Álvarez Estévez M, Chueca Porcuna N, Guillot Suay V, Peña Monge A,
García García F, Muñoz Medina L, Vinuesa García D, Parra Ruiz J,
Hernández-Quero J, García García F. 2013. Quantification of viral loads
lower than 50 copies per milliliter by use of the Cobas AmpliPrep/Cobas
TaqMan HIV-1 test, version 2.0, can predict the likelihood of subsequent
virological rebound to 50 copies per milliliter. J Clin Microbiol 51:
1555–1557. https://doi.org/10.1128/JCM.00100-13.
28. Antiretroviral Therapy Cohort Collaboration (ART-CC), Vandenhende MA,
Ingle S, May M, Chene G, Zangerle R, Van Sighem A, Gill MJ, Schwarze-
Zander C, Hernandez-Novoa B, Obel N, Kirk O, Abgrall S, Guest J, Samji H,
D’Arminio Monforte A, Llibre JM, Smith C, Cavassini M, Burkholder GA,
Shepherd B, Crane HM, Sterne J, Morlat P. 2015. Impact of low-level viremia
on clinical and virological outcomes in treated HIV-1-infected patients. AIDS
29:373–383. https://doi.org/10.1097/QAD.0000000000000544.
29. Panel on Antiretroviral Guidelines for Adults and Adolescents 2015. Guide-
lines for the use of antiretroviral agents in HIV-1-infected adults and ado-
lescents. Department of Health and Human Services, Washington, DC.
https://aidsinfo.nih.gov/guidelines/html/1/adult-and-adolescent-treatment-
guidelines/0/. Accessed 26 December 2015.
30. WHO. 2014. March 2014 supplement to the 2013 consolidated guide-
lines on the use of antiretroviral drugs for treating and preventing HIV
infection: recommendations for a public health approach. WHO, Geneva,
Switzerland. http://www.who.int/hiv/pub/guidelines/arv2013/arvs2013
upplement_march2014/en/.
31. Madec Y, Leroy S, Rey-Cuille MA, Huber F, Calmy A. 2013. Persistent
difficulties in switching to second-line ART in sub-Saharan Africa—a
systematic review and meta-analysis. PLoS One 8:e82724. https://doi
.org/10.1371/journal.pone.0082724.
32. Petersen ML, Tran L, Geng EH, Reynolds SJ, Kambugu A, Wood R,
Bangsberg DR, Yiannoutsos CT, Deeks SG, Martin JN. 2014. Delayed
switch of antiretroviral therapy after virologic failure associated with
elevated mortality among HIV-infected adults in Africa. AIDS 28:
2097–2107. https://doi.org/10.1097/QAD.0000000000000349.
33. Levison JH, Orrell C, Losina E, Lu Z, Freedberg KA, Wood R. 2011. Early
outcomes and the virological effect of delayed treatment switching to
second-line therapy in an antiretroviral roll-out programme in South
Africa. Antivir Ther 16:853– 861. https://doi.org/10.3851/IMP1819.
34. Sigaloff KC, Ramatsebe T, Viana R, de Wit TF, Wallis CL, Stevens WS. 2012.
Accumulation of HIV drug resistance mutations in patients failing first-
line antiretroviral treatment in South Africa. AIDS Res Hum Retroviruses
28:171–175. https://doi.org/10.1089/aid.2011.0136.
35. van Deursen P, Oosterlaken T, Andre P, Verhoeven A, Bertens L, Trabaud
MA, Ligeon V, de Jong J. 2010. Measuring human immunodeficiency
virus type 1 RNA loads in dried blood spot specimens using NucliSENS
EasyQ HIV-1 v2.0. J Clin Virol 47:120 –125. https://doi.org/10.1016/j.jcv
.2009.11.021.
36. Leelawiwat W, Young NL, Chaowanachan T, Ou CY, Culnane M, Van-
prapa N, Waranawat N, Wasinrapee P, Mock PA, Tappero J, McNicholl JM.
2009. Dried blood spots for the diagnosis and quantitation of HIV-1:
stability studies and evaluation of sensitivity and specificity for the
diagnosis of infant HIV-1 infection in Thailand. J Virol Methods 155:
109 –117. https://doi.org/10.1016/j.jviromet.2008.09.022.
37. Working Group on Modelling of Antiretroviral Therapy Monitoring Strate-
gies in Sub-Saharan Africa, Phillips A, Shroufi A, Vojnov L, Cohn J, Roberts T,
Ellman T, Bonner K, Rousseau C, Garnett G, Cambiano V, Nakagawa F, Ford
D, Bansi-Matharu L, Miners A, Lundgren JD, Eaton JW, Parkes-Ratanshi R,
Katz Z, Maman D, Ford N, Vitoria M, Doherty M, Dowdy D, Nichols B,
Murtagh M, Wareham M, Palamountain KM, Chakanyuka Musanhu C, Ste-
vens W, Katzenstein D, Ciaranello A, Barnabas R, Braithwaite RS, Bendavid E,
Nathoo KJ, van de Vijver D, Wilson DP, Holmes C, Bershteyn A, Walker S,
Raizes E, Jani I, Nelson LJ, Peeling R, Terris-Prestholt F, Murungu J, Mutasa-
Apollo T, Hallett TB, Revill P. 2015. Sustainable HIV treatment in Africa
through viral-load-informed differentiated care. Nature 528:S68 –S76.
https://doi.org/10.1038/nature16046.
38. Estill J, Salazar-Vizcaya L, Blaser N, Egger M, Keiser O. 2015. The cost-
effectiveness of monitoring strategies for antiretroviral therapy of HIV
infected patients in resource-limited settings: software tool. PLoS One
10:e0119299. https://doi.org/10.1371/journal.pone.0119299.
PBS Extraction Using DBS Journal of Clinical Microbiology
July 2017 Volume 55 Issue 7 jcm.asm.org 2179
